Introns represent almost half of the human genome, yet their vast majority is eliminated from eukaryotic transcripts through RNA splicing. Nevertheless, they feature key elements and functions that deserve further interest. At the level of DNA, introns are genomic segments that can shelter independent transcription units for coding and non-coding RNAs which transcription may interfere with that of the host gene, and regulatory elements that can influence gene expression and splicing itself. From the RNA perspective, some introns can be subjected to alternative splicing. Intron retention appear to provide some plasticity to the nature of the protein produced, its distribution in a given cell type and timing of its translation. Intron retention may also serve as a switch to produce coding or non-coding RNAs from the same transcription unit. Conversely, splicing of introns has been directly implicated in the production of small regulatory RNAs. Hence, splicing of introns also appears to provide plasticity to the type of RNA produced from a genetic locus (coding, non-coding, short or long). We addressed these aspects to add to our understanding of mechanisms that control the fate of introns and could be instrumental in regulating genomic output and hence cell fate.
In eukaryotes, the process of making a messenger RNA (mRNA) involves the co-transcriptional excision of introns in the nucleus

Introduction
In 1993, the Nobel Prize was awarded to Phillip A. Sharp and Richard J. Roberts for their discovery that genes can be split into segments and, as a consequence, transcripts that originate from them are matured into messenger RNA (mRNA) smaller in size. Hence, introns are segments of a gene between exons, which are transcribed but do not participate in the production of the final protein product as they are removed before translation, allowing joining of exons through a process known as splicing. With the discovery that various combinations of segments may be included in the final RNA molecule, this has changed our view on how genetic information is expressed and provided, a posteriori, an explanation on how eukaryotes diversify their proteome from just a few genes. We now know that the fate of introns is not simply a matter of being eliminated to allow formation of mRNA coding for proteins.
Introns are classified in four groups based on splicing mechanisms. (1) Spliceosomal introns are found in coding genes of eukaryotes and utilize spliceosomes (large protein-RNA complexes) for splicing [1] . These introns share consensus sequences [2] that include the 5' donor site (MAG|GTRAGT where M is A/C and R is A/G), the branch point sequence covalently linked to the 5' end of the intron and formation of a lariat during the splicing process of this type of intron (TCCTRAY where R is A/G and Y is T/C, A being the branch point nucleotide), the polypyrimidine tract (CnTn) and the 3' acceptor site (MAG|G); (2) Transfer RNA (tRNA) introns are removed by specialized enzymes with endoribonuclease and ligase activities [3] ; (3) Group I and (4) Group II introns catalyze their own splicing without the aid of any protein, and where thus named ribozymes [4] . They are found in bacteria, plants and lower but not higher eukaryotes.
Splicing of both Group II and pre-mRNA introns involve the formation of a lariat suggesting that they may be evolutionary related. However, origin and evolution of spliceosomal introns is still a matter of debate, opposing "introns early" to "introns late" theories [5] , the main dilemma being on the possible roles of introns in the evolution of eukaryotes.
Being eliminated to allow formation of messenger RNA and inherently non-coding, introns have long been kept in the now famous "junk DNA" drawer. However, and maybe against all odds, high sequence conservation among homologous introns of closely related species suggests functional constraints on intronic sequences throughout evolution [6] . Many studies have now added to the weight of evidence showing that introns can serve a considerable range of biological functions.
We review here aspects of introns that are perhaps less known but made them see a renewed interest lately. Size distribution of human introns. The human genome data was downloaded from the UCSC main table browser (GRCh38, December 2013 build). Data was processed using tabular software. Analysis was performed using 277,495 introns. The lower size limit for human introns is represented by the dark arrow and is comprised between 60 and 70 bases. Surprisingly, 1394 coding genes (5.33% of total annotated coding sequences, Table 2 ) and 3303 non-coding genes (38.06% of total annotated non-coding sequences, Table 3 ) are made of a single exon (single-exon genes; SEG), i.e., they are not interrupted by introns. Although intronless genes are an archetypal feature of prokaryotes, significant amounts of SEG are present in the human genome [8] . Whether SEG are of bacterial origin or came through evolutionary innovations such as retrogenes is still open to discussion [9] [10] [11] . Interestingly, the high proportion of SEG among non-coding genes would rather be indicative of an evolution from retrotransposons or from ancestral intronless coding genes. In contrast to abundant intronless genes, coding and non-coding genes rarely contain more than 100 or 50 exons respectively (15 coding and 7 non-coding genes). The absolute record is held by the titin gene, which contains 363 exons (TTN; chr2:178,525,990-178,807,423). However, overall, a typical coding gene contains 10.8 exons and 9.8 introns ( Table 2 ). In contrast, non-coding genes appear to contain 3.9 exons and 2.9 introns on average (Table 3) .
Introns May Contain Independent Coding and Non-Coding Genes
Gene distribution in the human genome is not uniform, some regions being free of genes and others where genes are closely packed. In some cases nearby genes can even overlap. A peculiar case of overlapping genes are nested genes, i.e., independent transcription units entirely included within the bounds of an intron, or more rarely of an exon, of a larger gene (reviewed in [12] ). About 10% of Drosophila melanogaster genes [13] , but only ~1% (373) of human genes [14] , were assigned to nested positions, two-thirds of them being transcribed from the strand opposite to that of their host gene. About 58% of the nested/host pairs were conserved in the mouse and some were even present in chicken and fish, while nested pseudogenes are only poorly conserved [14] . The majority of these nested genes code for proteins that are functionally unrelated to that encoded by their host genes [14] .
Nested genes that produce small regulatory RNAs independently of the transcription of the host gene have also been described [12, 14] . Examples of coding and non-coding nested genes are illustrated in Figure 2 . With respect to miRNA genes, independent transcription units account for about 350 miRNA genes (about half of all intronic miRNAs which themselves account for about half of total miRNAs in the human genome; miRBase release 17.0). These intronic miRNAs under the control of their own promoter have to be distinguished from other intronic miRNAs whose production is strictly dependent on transcription of the host gene (see Section 6. below) and from so-called mirtrons or most of the snoRNAs that rely on splicing of the host mRNA to be produced (see below) [15] [16] [17] . Intriguingly, at least one miRNA, miRNA-128-2, can be expressed from two different promoters and by two different polymerases (Pol II and Pol III) [18, 19] . Among the other small ncRNAs, transfert RNAs (tRNAs) can also be hosted in other genes. In the human genome, out of the 497 tRNA genes and 324 tRNA-derived pseudogenes supposed to be no longer functional, 47 (about 10%) were located in intron of coding genes and 32 (about 10%) in intron of non-coding genes (hg19). For example, the tRNA-Leu (anticodon TAA; chr6:69,204,486-69,204,568) is located in the intron 17 of the human brain-specific angiogenesis inhibitor 3 (BAI3; chr6:69,232,406-69,389,511) gene. Although it has been proposed that a compact genome allows for quicker replication rate in prokaryotes, the functional benefits for mammalian genomes to hold nested genes are still unclear. Still, the presence of nested transcription units in introns raises the questions of their concerted transcription and regulation. It is likely that the host gene and its nested gene transcribed from the opposite strand are inversely regulated and transcribed, owing to promoter competition or steric hindrance of RNA polymerase and transcription factors. In contrast, if the nested and host genes are transcribed from the same strand, it is quite straightforward to predict a concerted model of transcriptional regulation of both genes to allow expression, if not in the same pathways, at least in the same cellular context or in response to the same environmental cues.
When Introns Are too Big to Be Spliced at Once-Intron Re-Splicing
Through classical mechanisms than we will not detail here, pre-mRNA splicing is precisely controlled in a spatial and temporal manner to generate mature RNAs (For a review, see [20] ). If one can easily understand the mechanisms by which "normal" introns (100-1000 nucleotides) are excised, it is more difficult to visualize the case of long or very long introns, in particular when it involves the formation of a lariat as this is the case for spliceosomal introns. In fact, a multi-step process called re-splicing has been proposed for some of these huge introns, along which long introns are removed in successive reactions. Besides canonical splicing ( Figure 3A) , at least two additional pathways have been described to date (Figure 3B,C):
(1) The recursive splicing consists in the stepwise removal of introns by sequential splicing reactions starting from the most 5' donor site and progressing towards the most 3' acceptor site [21, 22] . To date, recursive splicing has not been found in vertebrate cells. The most studied recursive splicing process is that of the ultrabithorax (Ubx) gene in the fruit fly.
(2) The intra-splicing or nested splicing first requires internal splicing, using internal canonical donor and acceptor sites, followed by external splicing involving the most outer donor and acceptor sites [23] . This process thus involves multiple splicing events within a large intron, to shorten it and bring it to a size that can be handled by conventional splicing machineries and mechanisms. To our knowledge, these splicing events, despite the fact that each of them represents an intermediate step in the entire process, do not have particular characteristics that make them distinguishable from classical splicing mechanisms. Ribonucleoprotein complexes seem to be identical between nested and canonical splicing and they both involve the formation of intermediate lariat structures.
The human dystrophin gene (DMD; chrX:31,137,345-33,357,726) is one of the largest annotated genes, spanning more than 2 Mbp and generating transcripts containing up to 79 coding exons. Strikingly, DMD transcripts are only 14 kb long since more than 99% of the gene sequence is composed of introns, whose lengths vary from 107 nt (intron 14) to 248,401 nt (intron 44) [23] . Intron 7 (chrX:32,717,411-32,827,609) of the Dp427c isoform (NM_000109) is spliced out through an intrasplicing mechanism [24] . Another example is the erythrocyte Membrane Protein Band 4.1 (EPB41) gene in which Exon 1A and exon 2 are joined through two nested splicing events [25] . 
Cytoplasmic Splicing-Adding to the Complexity of Transcriptional Regulation
In eukaryotes, splicing occurs in the nucleus in a transcription-coupled manner where the spliceosome complex catalyzes intron removal, deposits exon-junction complexes (EJC) to mark sites of intron removal but also participates in nuclear retention of incompletely spliced pre-mRNAs. Quality control of incompletely spliced pre-mRNAs to prevent their translation into aberrant proteins involves at least two mechanisms; the nuclear degradation of pre-mRNAs that failed to be exported to the cytoplasm, and the cytoplasmic degradation through nonsense-mediated decay (NMD) of intron-retaining RNAs with a premature stop codon 5' of an EJC [26] .
The major spliceosome comprises 5 small nuclear RNAs (snRNA) and a multitude of associated protein factors to form small nuclear ribonucleoprotein particles (snRNPs), U1, U2, U4, U5, and U6 [27] . Spliceosome assembly occurs on pre-mRNAs through consensus sequences described in the preamble [2] .
A minor spliceosome has been reported in plants, insects, and vertebrates, which is specialized in the splicing of a rare class of introns (less than 0.5% of all introns, which is still about 5000 introns as referred to Table 2 ) with unusual donor and branch signals and atypical and diverse terminal dinucleotides [28, 29] . These introns are denoted U12-type introns as opposed to classical U2-type introns, as they use base-pairing of U12 at the branch point sequence instead of U2. Indeed, minor spliceosome uses an assembly of less abundant snRNPs, namely U11, U12, U4atac, and U6atac [28, 29] .
Thus, although they represent a minority of introns, highly evolutionary conserved U12-type introns are associated with a sophisticated parallel splicing system that is essential for cell division of vertebrates [30] . In addition to holding distinct functions, the possibility that this minor splicing pathway is spatially separated in the cell from the major pathway may well represent a mean through which eukaryotic cells extended their regulatory repertoire [30] . Indeed, there is still a debate about where the minor spliceosome operates, either in the cytoplasm [30] or in the nucleus [31] , although evidence for the former accumulates:
(1) Transcripts with unspliced minor introns can be found in the cytoplasm, together with components of the minor spliceosome. In addition, the specific inhibition of minor spliceosome components in the cytoplasm, using antisense morpholino conjugated to a nuclear-export sequence, leads to accumulation of unspliced U12-introns in the cytoplasm [30] .
(2) The minor spliceosome, unlike its major counterpart, seems to evade mitotic down-regulation, to be able to operate during mitosis and to function independently of transcription [30, 32, 33] . In a context when transcription and major splicing are down-regulated, while nuclear envelope breakdown releases potentially partially unspliced transcripts into the cytoplasm of the dividing cell, minor splicing could be available to control the fate of certain transcripts. The presence of a minor spliceosome is actually a distinguishing feature of species with open mitosis.
(3) Along the same lines, platelets, which are specialized hemostatic cells that circulate in the blood as anucleate cytoplasts, contain essential spliceosomal proteins and small nuclear ribonucleic acids (snRNAs), as well as a subset of pre-mRNAs that are further spliced into mature message in response to platelet activation [34] . This mechanism would allow platelets to respond to external signals triggered by vascular wall injury even in a context that is devoid of direct nuclear regulation.
(4) Additional support for the functionality of RNA splicing in the cytoplasm was provided in neurons. Neurons have a cell body containing the nucleus and core cytoplasmic components surrounded by highly specialized cytoplasmic extensions called dendrites and axons. Certain not fully spliced intron-retaining mRNAs are directed toward neuronal dendrites where they fully mature [35, 36] . As mRNA can make hundreds of proteins on site, it is assumed that localized mRNA avoids the significant energy costs of moving protein molecules individually. Similarly, localized splicing like in dendrites of neurons, and presumably in other cell types, may serve as a regulatory switch to produce translatable mRNAs when and where the protein is needed.
(5) Cytoplasmic splicing is one of the major regulatory mechanisms of the unfolded protein response (UPR), although it occurs through unconventional mechanisms [37] . Splicing of X-box binding protein 1 (XBP1) and Homologous to Atf/Creb1 (HAC1) pre-mRNAs, regulators of the UPR, occurs in the cytoplasm using a kinase with endoribonuclease activity (IRE1) followed by joining of exons by an RNA ligase [37] [38] [39] [40] . HAC1 mRNA is exported to the cytoplasm as an intron-retaining mRNA preventing complete translation of polyribosome-associated HAC1 mRNAs [37] [38] [39] [40] . This mechanism provides a way to attenuate translation of the transcription factor Hac1p in cells in which the UPR is not induced.
In sum, cytoplasmic splicing offers an efficient way to diversify cellular phenotypes without the need for nuclear activation of sets of genes as well as allowing for rapid regulation of local environment and subcellular proteomes and hence, for a quasi instant response to environmental cues.
Splicing of Introns to Produce Small Non-Coding Transcripts
miRNAs play pivotal roles in diverse biological functions, mainly through the repression of target genes. Less than half of intronic miRNAs are transcribed independently of their host gene, as long primary capped and polyadenylated transcripts (pri-miRNAs) by RNA polymerase II (RNA pol II), which undergo a series of maturation steps via the formation of a hairpin-forming precursor (pre-miRNA) until the production of mature miRNAs in the cytoplasm. These intronic miRNAs should be named intragenic or nested miRNAs to distinguish them from independent intergenic miRNAs. In contrast, the other half of so-called intronic miRNAs share promoter and regulatory elements with their host gene [18, 19, [41] [42] [43] . As a consequence, the pre-mRNA of the host gene also serves as the pri-miRNA that is processed as described above [44] [45] [46] . Some examples of intronic snoRNAs and miRNAs along with their host genes are described in Table 4 .
Interestingly, there are cases where small regulatory RNAs are directly produced by way of splicing of the intron from the host transcript and thus, are strictly dependent on both transcription and splicing of the host gene.
In the case of snoRNAs, while some have their own promoter and are transcribed by RNA pol II, the majority is produced through splicing of the host intron. Whereas most of the host transcripts are mRNAs, some examples of long non-coding RNA (lncRNA) hosting snoRNAs exist such as the growth arrest-specific transcript 5 (GAS5) that contains 10 different snoRNAs, almost one in each one of its introns (all but the intron 9/11) [47] . Noteworthy, there is a class of genes called Small Nucleolar RNA Host Gene (SNHG) whose mRNAs produced after the maturation steps are degraded, the only stable isoforms generated by the splicing process being those retaining snoRNA-hosting introns [47] . There are 19 annotated SNHG genes in humans hosting 53 snoRNAs (from 1 to 15 snoRNA per gene; GRCh38).
At least two alternative pathways in the biogenesis of miRNAs use splicing to produce pre-miRNA-like transcripts independently of the microprocessor complex: the mirtron and the simtron pathways ( Figure 4 ). . Different mechanisms of microRNA biogenesis. The first three panels correspond to the canonical miRNA pathway, either intergenic (miRNAs) or intronic (intronic miRNAs), and the last two panels represent new alternative pathways, either independent of the microprocessor Drosha/DGCR8 (mirtrons) or independent of DGCR8 but dependent of U1 snRNP (simtrons), both dependent on splicing to produce miRNAs. DGCR8 stands for DiGeorge syndrome critical region gene 8. Adapted from [48] .
Unlike canonical miRNAs that require the microprocessor complex to produce the hairpin pre-miRNA, the so-called mirtron pathway is thought to require debranching of the lariat-intron produced by splicing, by a debranching enzyme dbr1, as a prerequisite to produce a hairpin pre-miRNA-like structure [49] . Until now, hundreds of mirtrons have been predicted through bioinformatical approaches although the mirtron origin, i.e., dependency on splicing and debranching machineries, has been experimentally validated for a handful of them [50] . More recently, another alternative pathway to generate miRNAs (simtrons) from introns has been described, which also relies on splicing factors such as U1 snRNP and on the microprocessor enzyme Drosha [51, 52] but not on the debranching enzyme.
Embedding of genetic information for small regulatory RNAs within a longer mRNA or ncRNA provides an attractive concerted model for eukaryotic gene regulation, whereby multiple actors in the same pathways or in a given cellular context are produced from interdependent transcripts. The co-linear expression of miRNA and protein-coding genes may also function to ensure negative feedback on the protein-coding gene to prevent its over-expression. Indeed, while some intronic miRNAs are transcribed from their own promoter as independent transcription units, expression of intronic miRNAs has been widely linked to the regulation of expression of their host gene [43, 53] . Furthermore, approximately 20% of intronic miRNAs (56 out of 296) have been predicted to target their own host transcript, either through recognition of the 3'-UTR, or indirectly through the transcriptional inhibition of a positive regulator of the host gene [54, 55] . While there is growing evidence for a complex crosstalk between transcription, splicing and pre-miRNA processing and for a potential co-regulation of miRNA and host gene expression, this relationship is not yet completely understood [44, 56, 57] .
Splicing of introns may also lead to the production of long non-coding RNAs with a circular structure (ciRNA). In human cells, Zhang and colleagues [58] have recently identified hundreds of such RNAs, ranging from 200 nt to over 3000 nt in length, with no ORF, and suggested to be expressed in a cell-specific manner. The mechanism of biogenesis was described as follows [58] ; the lariat structure of introns that contain a consensus 7 nt GU-rich pattern in 5' splice site and an 11 nt C-rich element near the branchpoint are digested from the 3' end to the branchpoint to preserve the loop portion of the lariat intron. In contrast to circular RNAs originating from circularized exons and acting as miRNA sponges in the cytoplasm [59, 60] , intronic ciRNAs seem to function as positive regulators of Pol II transcription and play a role in the efficient transcription of their host gene.
Introns Can Be Retained within Coding Segments-When Alternative Splicing of Introns Participates in Proteome Diversification
Alternative splicing (AS) is a mechanism that allows the inclusion of non-coding sequences (introns) or excision of coding segments (exons) within mature mRNAs. While AS of introns represents a major event in plants, it accounts for only 2 to 5% of all alternative events in humans [61, 62] . However, given the 252,243 introns in the human genome (Table 2) , this could still contribute to the generation of additional 5044 to 12,612 potential protein isoforms. Actually, 6157 introns from the UCSC Table Brower (Alt Events-Alternative Splicing, Alternative Promoter and Similar Events in UCSC Genes) have been described to be conserved between human and mouse, and further confirmed to exist in EST or cDNA databases, indicating that they may well be included in mRNAs under certain physiological conditions [63] . As shown in Figure 5 , introns subjected to AS are located predominantly in 5' of the genes (more than 20% are intron 1). We already mentioned examples where incompletely spliced intron-retaining transcripts are exported to the cytoplasm where their maturation is completed under certain physiological or cellular contexts. This may seem surprising since, in the majority of cases, intron retention leads to premature stop codons that trigger the cellular surveillance machinery and degradation of such transcripts by the nonsense-mediated decay pathway (NMD) [64] . Why and how some intron-retaining transcripts escape NMD has not been completely solved, but can include the presence of retrotransposon-containing sequences like intron-retaining transcripts in dendritic cells [65] .
Besides the already mentioned example of intron-retention that allows for fine tuning of protein production at the right place and at the right moment in dendritic cells and neurons [35, 36] , intron retention also contributes to the control of tissue specific gene expression. For example, LY6G5B and LY6G6D genes located in the major histocompatibility complex (MHC) class III region on chromosome 6 can produce leukocyte antigen-6 (Ly6)-producing mRNA as well as intron-retaining non-coding transcripts that seem to be more abundant and stable than the correctly spliced isoform in most cell lines tested, and to escape NMD [66] . This mechanism was proposed to prevent production of LY6 antigens in non-affiliated tissues.
When it is tightly coupled to NMD, orchestrated intron retention allows for fine control of expression levels of proteins involved in the immune response [67] . It also allows for fine control of transcriptional output, through selective degradation via the NMD when intron retention leads to a premature stop codon or through nuclear retention that prevent their translation [68] . Other examples include transcriptional diversification through IR discussed in Section 8.
More directly, intron-retention participates in the diversification of the proteome, although, as we already mentioned, it is less commonly used in mammals than in plants. Figure 6 illustrates an attractive case of intron retention taking as an example carcino-embryonic antigen-related cell adhesion molecule 6 (CAECAM6) and a novel spliced variant CAECAM6-Long (CAECAM6-L) specifically expressed in rat testis, which both belong to an immunoglobulin (Ig) superfamily of proteins. The retention of intron 3 in the mature transcript not only adds an IgCAM (immunoglobulin superfamily cell adhesion molecule) domain, but also triggers a shift in the open reading frame leading to the subsequent choice of a more downstream stop codon. This shift adds the end of exons 5 to 7 to coding sequences, which in turn add two additional IgCAM domains. Therefore, Ceacam6 protein contains only one Ig-like domain without the transmembrane region whereas Ceacam6-L has three IgCAM domains and a transmembrane region. Thus, intron retention may add directly (exon 3) or indirectly (exons 5 to 7) three new protein domains conferring novel functions to an adhesion molecule in male germ cells [69] .
Other examples of intron-retained transcript together with their biological function in mammals can be found in Table 1 of Buckley et al. [70] . Figure 6 . Carcino-embryonic antigen related cell adhesion molecule 6 (CAECAM6) and its novel spliced variant CAECAM6-Long (CAECAM6-L) from rat testis. Gene, mRNA and protein representation reproduced using data from [69] . Exons are numbered. Twisted arrow and star corresponded to ATG and stop codon, respectively. Intron 3 is denoted i3. Colored boxes corresponded to exons, thin line to introns except for i3, which was shown as a black box. White and grey boxes are for untranslated region (UTR) and coding sequences, respectively.
Introns as a Switch to Produce Coding or Non-Coding RNAs-When Alternative Splicing of Introns Generates Transcriptome Diversity
It is now evident that the transcriptional output of mammalian genomes is much more complex than estimates based on the number of protein-coding genes, and that non-coding RNA widely increase the source of regulatory molecules. We recently characterized a new class of ncRNAs, called bifunctional RNAs, i.e., RNAs for which both coding capacity and activity as functional RNA have been described [71] [72] [73] [74] [75] [76] [77] [78] [79] .
Historically, the pioneer member of this new class of RNAs is SRA (Steroid Receptor RNA Activator). SRA was first identified as a structural ncRNA molecule in hormone receptor complexes, characterized by discrete stem-loop structures required for its function as a co-activator [80, 81] as extensively reviewed by Cooper et al. [72] . A few years later, we identified new SRA isoforms, exhibiting an additional exon upstream of the core exons, containing two initiating methionines and a predicted open reading frame (ORF) of 236/224 amino acids, for which two associated SRA proteins (SRAP) were detected shortly afterwards [71, 76, 77, 82, 83] . Interestingly, the existence of both coding and non-coding SRA transcripts seems to be regulated, at least in part, by the differential splicing of the first intron of SRA [76, 77] . Whereas all these isoforms exist in the cell, we reported that the balance between coding and non-coding isoforms influences the fate of human muscle progenitors towards self-renewal or differentiation [77, 79] which is in total agreement with AS working as a developmental switch.
An example of such a genetic locus producing both coding and non-coding RNA, depending primarily on an event of AS of intron (Figure 7) , is no longer a weird isolated case. First, we recently hypothesized that similar cases, not yet formally tested experimentally, might exist and revealed that the human genome contains around 300 possibilities of potentially new bifunctional RNA, i.e., in which intron retention disrupts the ORF permitting transcription of a ncRNA [78] . Specific examples can also be found in the literature, like the case of Apolipoprotein E (ApoE), a multifunctional protein with three common isoforms (ApoE2, ApoE3, and ApoE4) that play different roles in lipid metabolism and neurobiology. An additional isoform with intron 3 retention (ApoE-I3) has been described [84] . Whereas ApoE-I3 escapes degradation and is stably expressed as a nuclear-retained and non-translated transcript under normal conditions in neurons, a switch towards splicing of intron 3 and expression of the ApoE mRNA that is correctly exported to the cytoplasm and translated into a protein product occurs in response to neuronal injury [84] . More intriguingly, a splicing RNA isoform of the murine liver X receptor (LXR)-β with retained intron 2 has been recently proposed to function as a co-activator of its LXR-β protein counterpart [85] . Conversely, we found that SRA protein SRAP could act as an antagonist of the co-activation function of the non-coding SRA RNA on MyoD-mediated muscle differentiation and forced reprogramming [77, 79] . Other examples exist throughout species, which have at least in common that intron-retaining transcripts escape surveillance machineries and that both coding and non-coding RNAs produced by a given genetic locus operate in the same pathways (reviewed in [79] ).
Figure 7.
Both coding and non-coding RNAs can be produced by a given genetic locus. Intron-spliced isoforms are translated into protein while intron-retaining transcripts escape surveillance machineries and produce functional ncRNAs. Exons are numbered and represented by grey boxes and by thin lines. Arrow and star represent ATG and stop codon, respectively. In the mature transcript, the retained intron appears as a black box, UTR and coding sequences as white and grey boxes respectively. Combined, the recent findings that alternative splicing of introns could produce RNAs with coding capacity or acting as functional ncRNAs and that splicing could directly generate small regulatory RNAs raise the fascinating assumption that a single transcription unit could generate multiple molecules including proteins, long or smaller regulatory ncRNAs such as miRNAs, and bring to light the central role of mammalian introns in the diversification of both proteome and transcriptome depending upon the need of the cell to respond to particular environmental settings.
Concluding Remarks
Introns have been regarded for a long time as "junk DNA" and remnants of archaic ancestral genomes. Questions about their origin and function arose immediately after their discovery in 1977, in particular regarding the energy waste that this represents for the cell to transcribe introns if they have to be eliminated from transcripts. Since then, accumulating evidence lent support to their fundamental importance in the regulation of mammalian gene expression programs, from transcriptional initiation, termination and stability, through recruitment of the exon-junction complex to recruitment of chromatin remodelers through the spliceosome.
With introns representing more than half of the genome in higher eukaryotes and being absent from prokaryotic genomes, the apparent correlation between the genomic fraction occupied by introns and organism complexity must have some functional significance.
In essence, eukaryotic cells use a variety of strategies to control their transcriptional output that employ a large number of regulatory factors that, in turn, must be tightly regulated. We provided examples whereby introns, as genetic entities or RNA segments, facilitate or participate in this amazing regulation feat by sheltering information for small regulatory RNAs allowing for concerted expression of multiple molecules in a given context, influencing where and when a messenger RNA is spliced and translated, preventing or attenuating translation off context or, on the contrary, diversifying the type and function of the molecules produced depending on the internal and external environment.
All these intron-linked mechanisms add some levels of sophistication in the way mammalian cells gain their phenotypic variability and opened a whole new field of investigation where introns take central stage and emerge as key elements in shaping cell identity.
